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EXAMPLE 16 

In vivo ras famesvlation assay 

The cell line used in this assay is a v-ras line derived from 
5 either Rati or NIH3T3 cells, which expressed viral Ha-ras p21. The 
assay is performed essentially as described in DeClue, J.E. et ai. Cancer 
Research 57:712-717, (1991). CeUs in 10 cm dishes at 50-75% 
confluency are treated with the test compound (final concentration of 
solvent, methanol or dimethyl sulfoxide, is 0. 1 %). After 4 hours at 37°C, 

10 the cells are labelled in 3 ml methionine-free DMEM supple-meted with 
10% regular DMEM, 2% fetal bovine serum and 400 
mCi[35S]methionine (1000 Ci/nunol). After an additional 20 hours, the 
cells are lysed in 1 ml lysis buffer (1 % NP40y20 mM HEPES, pH 7,5/5 
mM MgCl2/lmM DTT/10 mg/ml aprotinen/2 mg/ml leupeptin/2 mg/ml 

15 antipain/0.5 mM PMSF) and the lysates cleared by centrifiigation at 

100,000 X g for 45 min. Aliquots of lysates containing equal numbers of 
acid-precipitable counts are bought to 1 ml with IP buffer (lysis buffer 
lacking DTT) and immunoprecipitated with the ras-specific monoclonal 
antibody Y13-259 (Furth, M.E. et aL, J. Virol. 45:294-304. (1982)). 

20 Following a 2 hour antibody incubation at 4T, 200 ml of a 25% 
suspension of protein A-Sepharose coated with rabbit anti rat IgG is 
added for 45 min. The immunoprecipitates are washed four times with IP 
buffer (20 nM HEPES, pH 7.5/1 mM EDTA/1% Triton X- 100.0.5% 
deoxycholate/0.1%/SDS/0.1 M NaCl) boiled in SDS-PAGE sample 

25 buffer and loaded on 13% acrylamide gels. When the dye front reached 
the bottom, the gel is fixed, soaked in Enlightening, dried and 
autoradiographed. The intensities of the bands corresponding to 
famesylated and nonfamesylaied ras proteins are compared to determine 
the percent inhibition of famesyl transfer to protein. 



